[Abstract] Our protocol describes a simple procedure for isolating stromal cells from lymph nodes (LN). 
9. Add 1 ml of digestion mix 2 to the undigested pieces of LN left from step A7 and place in the water bath for 15 min at 37 °C.
10. After incubation, thoroughly mix the digested LN with 1 ml pipette for 1 min.
11. Transfer supernatant to tubes containing the cell suspension from step A8.
Note: LN should completely be digested after this step. If any pieces are remaining, repeat steps A9 and A10 with 10-min incubation only.
12. Centrifuge cell suspension for 5 min at 500 x g, 4 °C.
13. Aspirate supernatant and resuspend cell suspension in 500 (for up to 6 skin draining LN, or popliteal LN) or 1,000 μl of FACS buffer (if more than 6 skin draining LN).
14. Filter cell suspension through 70 μm nylon mesh in a 5 ml FACS tube and count cells.
Note: Users can also use counting beads (blank calibration particles) during acquisition by flow cytometry, as per the manufacturer's instructions.
B. Antibody staining of LN cell suspensions 
Notes
Dispase treatment can cleave certain cell surface markers. We found that typical markers of stromal cells are not affected by our enzymatic digestion method. We routinely analyse leukocyte subsets in the LN and found that CD8α and CD19 staining is diminished when this protocol is applied. The use of CD8β and B220 as alternative markers is recommended. 
